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IN T11K UNI TED STATES PATENT AND TRADEMARK OFFICE 




Docket No: A8461 



Group Art Unlit 1645 
Examiner: Duffy, P. 



In re application of 
JmncsR'OALRN 
Apphi.No.: 09/093,292 
Confmniition No.: 5386 
Filed; November 23, 2001 

For: USR OF ClyA HEMOLYSIN FOR EXCRETION OF PROTEINS 

SECOND DECLARATION OF JAMES E. GALEN UNDER 37 C.F.R. §1.132 

Commissioner forPalcnls 
P.O.Uox 1450 




- I, James R Onlen, hereby declare and slate: . , 

*y ^THATI have received ibo degree of Pill), in 1991 from the University of Maryland 
Haltinwrei 

THAT I have been cmployed by the Center for Vaccine Development since 1993, where 1 
holllaposilionas Associate Profess^ ^ ; 
Qiicnualcd Salmonella enteric* serovar Typhi human live vcctor^accinc strains. 
f^i^tajcg^rtlinR i nclusion o ^^ 

Paragraph 0028 of U.S. application number 09/993,292 refers lo four polynucleotide 
sequences encoding bnclerml proteins by name and GENHANK accession number. Namely: 

The polynucleotide encoding Shigella flexnert truncated 1 IlyE - Accession No. AF2009S5 
Tte polynucleotide encoding Escherichia coll hfyE - Accession No. AJ001 829 



SBCON D DHCLA R/VTION OF JAMBS E, GALEN UNDEk 37 C.F.R. §1.132 
U.S.AppIn, No. 09/993,292 

The polynucleotide encoding Salmonella paratyphi clyA - Accession No. AJ31 3033 
Tlio polynucleotide encoding S. Typhi vlyA - Accession No. AJ3 1 3034 
Eneh of the lour polynucleotides was submitted to CiENBANK and assigned an accession 
number prior to the dale on which the present application was filed. None of the polynucleotide 
sapiences is known to have been changed in the period of lime between the filing of the present 
application (November 23, 2001), and the date of execution of the instant Declaration. 

Furthermore, based on reasonable investigation, there is no evidence that any of the 
sequences have been changed during this period of time. Indeed, as shown on the attached 
!^C1I(NI?ANK. printouts for each or the four sequences (Appendix I-IV) , there wero no changes to 



Jiliwpctiding npplictfion. Willi regard to AmWS, the last date of^amcn^mcnt was February 2, 
I^Mo^^^^r"\Vilh' i«gard to AJ0O1829, the Inst date of amendment was April 2, 1 998 
(Apnbndixll). 

With regard to AJ31 3033, the last dato of amendment was April 15, 2005 (Appendix 111), 
However, i» shown on the enclosed summary of amendments made to the listing (Appendix V), 
the only chiinges that have been made arc those to the classificalion of the organism, the 
references citing the accession number, and the addition of a SwissPro reference number (please 
sec the boxed regions on Appendix V). No changes havo been made to the sequence. 

With regard to AJ3 13034, the last date of amendment was April 1 5, 2005 (Appendix IV). 
However, as shown on Ihe enclosed summary of amendments made to the listing (Appendix VI), 
ihe only chaises that have been made arc those to the classification of the organism, the 






SHCONI) mtCl .AHATlON OF JAMBS? K. GALEN UNDER 37 C.F.H. §1 .132 A8461 
U.S. Appln. No. 09/093,292 

references citing the accession number, and tho addition of a SwissPro reference number (please 
sec the boxed regions on Appendix VI). No changes have been made to Hie sequence. 

As such, I aver tint the reference material referred to herein contains no new mnller and 
consists of the same material incorporated by reference into the above-identified U.S. patent 
npplicnt ion at the time ihc application was filed. 



I declare further that all staicmcnts made herein of my own knowledge are true and that 
all slatomcms made on information and belief are believed to be true; and further that these 
Rtntements were mndc with the knowledge that willful false statements and the like so made arc 
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LOCUS 

DEFINITION 

ACCESSION 

VERSION 

KEYWORDS 

SOURCE 

ORGANISM 



REFERENCE 
AUTHORS 

TITLE 
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PUBMED 
REFERENCE 

AUTHORS 

TITLE 
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REFERENCE 

AUTHORS 
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source 



gene 
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AF200955 904 bp DNA linear BCT 03-FEB-2000 

Shigella flexneri HlyE (hlyE) gene, complete cds . 

AF200955 

AF200955.1 GI:6478772 

Shigella flexneri 
Shigella flexneri 

Bacteria; Proteobacteria; Gammaproteobacteria; Enterobacteriales ; 
Enterobacteriaceae; Shigella. 

1 (bases 1 to 904) 

Wallace, A. J. , Stillman, T.J. , Atkins, A. , Jamieson, S. J. , 
Bullough, P. A. , Green, J. and Artymiuk, P.J. 

E. coli hemolysin E (HlyE, ClyA, SheA) : X-ray crystal structure of 
the toxin and observation of membrane pores by electron microscopy 
Cell 100 (2) , 265-276 (2000) 
10660049 

2 (bases 1 to 904) 
Green, J . 

HlyE of Shigella flexneri 
Unpublished 

3 (bases 1 to 904) 
Green, J . 

Direct Submission 

Submitted ( 02 -NOV-1999 ) MBB, University of Sheffield, Western Bank, 
Sheffield S80 4NB, UK 

Location/Qualifiers 

1. .904 

/organisms 11 Shigella flexneri " 
/rnol_type=" genomic DNA" 
/strain="ATCC 12022" 
/db_xref = " ATCC : 12022 " 
/ db_xref = " taxon : 623 " 
1. .342 

/gene="hlyE " 
1. .342 

/gene= ,, hlyE" 

/note= " similar to hemolysin E" 
/codon„start=l 
/ 1 ran sl_table=ll 
/product= n HlyE" 
/protein_id=" AAF13995 .1 " 
/db_xref ="GI : 6478773 " 

/ translation " MTEIVADKTVEWKNAIETADGALDLYNKYLDQVIPWQTFDETI 
KELSRFKQEYSQAASVLVGDIKTLLMDSQDKYFEATQTVYEWCGVATQLLAAYILLFD 
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EYNEKKASAPH" 



ORIGIN 



1 atgactgaaa 

61 gatggagcat 

121 gatgaaacca 

181 ttagtcggcg 

241 caaacagtgt 

301 tttgatgagt 

3 61 cacgaagctg 

421 ttccgggaaa 

481 ctatttccag 

541 tgtcgtcgcc 

601 agggaaactg 

661 cctgtctaac 

721 caccgaaata 

781 tgattatgat 

841 ctgtaatgag 

901 ataa 



tcgttgcaga 
tagatcttta 
taaaagagtt 
atattaaaac 
atgaatggtg 
acaatgagaa 
aatgaagcgc 
ctgctggcgt 
tcacaggtag 
ggtccatttg 
attccagaat 
acggttaaac 
gccgccatcg 
gatttaatgc 
tatcagaaaa 



taaaacggta 
taataaatat 
aagtcgcttt 
cttacttatg 
tggtgttgcg 
gaaagcatcc 
aaaattccct 
tagatagcca 
ataaaatcag 
gtttaatcat 
tgaagaacaa 
aagcgaataa 
gggagataaa 
tttctttgct 
gacacggtaa 



gaagtagtta 
ctcgatcagg 
aaacaggagt 
gatagccagg 
acgcaattgc 
gcccctcatt 
gctggtaagc 
gttaaccaat 
gaaggaagcg 
ttcctattct 
gttaaaatct 
agatatcgat 
aacggaaact 
aaaagcagcg 
aaagacactc 



aaaacgcaat 
tcatcccctg 
attcacaggc 
ataagtattt 
tcgcagcgta 
aaggtactgg 
tcacaaagtt 
gatttttcag 
tatgccggtg 
attgctgcgg 
gtgcagagtt 
gccgccaaat 
gaaaccacca 
gccaaaaaaa 
tttgaggtac 



cgaaaccgca 
gcagaccttt 
agcctccgtt 
tgaagcaacc 
tattttgcta 
atgacggcat 
tcaacaacgc 
aaaaaagcag 
ccgcagccgg 
gcgtagttga 
tctttaccac 
tgaaattaac 
gattctatgt 
tgattaacac 
ctgaagtctg 



// 
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Links 



LOCUS 

DEFINITION 

ACCESSION 

VERSION 

KEYWORDS 

SOURCE 

ORGANISM 



REFERENCE 
AUTHORS 
TITLE 

JOURNAL 
REFERENCE 
AUTHORS 
TITLE 
JOURNAL 



FEATURES 

source 



gene 
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DNA 



linear BCT 02-APR-1998 



ECDNACLYA 1080 bp 

Escherichia coli clyA gene. 

AJ001829 

AJ001829.1 GI:3021363 
clyA gene, Hemolysin. 
Escherichia coli 
Escherichia coli 

Bacteria; Proteobacteria; Gammaproteobacteria; Enterobacteriales ; 

Enterobacteriaceae; Escherichia . 

1 

Ludwig, A., Bauer, S., Benz,R. and Goebel,W. 

Molecular analysis of a latent pore-forming 34-kDa haemolysin from 

Escherichia coli K-12 

Unpublished 

2 (bases 1 to 1080) 

Ludwig, A. 

Direct Submission 

Submitted (30-SEP-1997 ) Ludwig A., Lehrstuhl fuer Mikrobiologie, 
Universitaet Wuerzburg, Theodor-Boveri-Institut (Biozentrum) , Am 
Hubland, D-97074 Wuerzburg, GERMANY 

Location /Qualifiers 

1. .1080 

/organism=" Escherichia coli" 

/mol_type=" genomic DNA" 

/strain="K-12" 

/db_xref = " taxon : 562 " 

121. .1032 

/ gene =" clyA " 

121. .1032 

/gene= "clyA" 

/f unction= "pore forming protein" 

/codon_start=l 

/evidence=experimental 

/transl_table=ll 

/produc t = " Hemolys in " 

/prot e in_id= " CAAO 503 5.1 " 

/db_xref="GI : 3021364" 

/db_xref = " GOA : P7 7 3 3 5 " 

/db_xref="UniProt/Swiss-Prot : P77335 " 

/ 1 ran slation= n MTEI VADKTVEWKNAI ETADGALDL YNKYLDQVI PWQTFDET I 
KELSRFKQEYSQAASVLVGDIKTLLMDSQDKYFEATQTVYEWCGVATQLLAAYILLFD 
E YNEKKAS AQKD I L I KVLDDG I TKLNEAQKSLLVS S QS FNNASGKLL ALDSQLTNDF S 
EKSS YFQSQVDKI RKEAYAGAAAGWAGPFGL 1 1 S YS I AAGWEGKL I PELKNKLKSV 
QNFFTTLSNTVKQANKDIDAAKLKLTTEIAAIGEIKTETETTRFYVDYDDLMLSLLKE 
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AAKKMINTCNEYQKRHGKKTLFEVPEV " 



ORIGIN 

1 
61 
121 
181 
241 
301 
361 
421 
481 
541 
601 
661 
721 
781 
841 
901 
961 
1021 

// 



agaaataaag 
attaatagtt 
atgactgaaa 
gatggagcat 
gatgaaacca 
ttagtcggcg 
caaacagtgt 
tttgatgagt 
gatgacggca 
ttcaacaacg 
gaaaaaagca 
gccgcagccg 
ggcgtagttg 
ttctttacca 
ttgaaattaa 
agattctacg 
atgattaaca 
cctgaagtct 



acattgacgc 
gtaaaacagg 
tcgttgcaga 
tagatcttta 
taaaagagtt 
atattaaaac 
atgaatggtg 
acaatgagaa 
tcacgaagct 
cttccgggaa 
gctatttcca 
gtgtcgtcgc 
aaggaaaact 
ccctgtctaa 
ccaccgaaat 
ttgattatga 
cctgtaatga 
gataagcgat 



atcccgcccg 
agtttcatta 
taaaacggta 
taataaatat 
aagtcgcttt 
cttacttatg 
tggtgttgcg 
gaaagcatcc 
gaatgaagcg 
actgctggcg 
gtcacaggta 
cggtccattt 
gattccagaa 
cacggttaaa 
agccgccatc 
tgatttaatg 
gtatcagaaa 
tattctctcc 



gctaactatg 
caatttatat 
gaagtagtta 
ctcgatcagg 
aaacaggagt 
gatagccagg 
acgcaattgc 
gcccagaaag 
caaaaatccc 
ttagatagcc 
gataaaatca 
ggattaatca 
ttgaagaaca 
caagcgaata 
ggtgagataa 
ctttctttgc 
agacacggta 
atgtactcaa 



aattagatga 
atttaaagag 
aaaacgcaat 
tcatcccctg 
attcacaggc 
ataagtattt 
tcgcagcgta 
acattctcat 
tgctggtaag 
agttaaccaa 
ggaaggaagc 
tttcctattc 
agttaaaatc 
aagatatcga 
aaacggaaac 
taaaagaagc 
aaaagacact 
ggtataaggt 



agtaaaattt 
gcgaatgatt 
cgaaaccgca 
gcagaccttt 
agcctccgtt 
tgaagcaacc 
tattttgcta 
taaggtactg 
ctcacaaagt 
tgatttttca 
atatgccggt 
tattgctgcg 
tgtgcagaat 
tgccgccaaa 
tgaaacaacc 
ggccaaaaaa 
ctttgaggta 
ttatcacatt 
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Books 



□ Reverse complemented strand Features: □ SNP C CDD E MGC 



Links 



LOCUS SEN313033 1102 bp DNA linear BCT 15-APR-2005 

DEFINITION Salmonella paratyphi clyA gene for cytolysin A. — 

ACCESSION AJ313033 

VERSION AJ313033.1 GI: 14140227 

KEYWORDS clyA gene; cytolysin A. 

SOURCE Salmonella paratyphi (Salmonella enterica subsp. enterica serovar 

Paratyphi A) 
ORGANISM Salmonella paratyphi 

Bacteria; Proteobacteria ; Gammaproteobacteria; Enterobacteriales ; 
Enterobacteriaceae; Salmonella. 
REFERENCE 1 

AUTHORS Oscarsson , J . 

JOURNAL Thesis (1999) Department of Microbiology, Umea University, Umea, 
Sweden 
REFERENCE 2 

AUTHORS Oscarsson, J. , Westermark, M. , Lofdahl,S. and Uhlin,B. 

TITLE Expression of a pore-forming cytotoxin by Salmonella ser. Typhi and 

Salmonella ser. Paratyphi A 
JOURNAL Unpublished 
REFERENCE 3 (bases 1 to 1102) 
AUTHORS Oscarsson, J. 
TITLE Direct Submission 

JOURNAL Submitted (07-MAY-2001) Oscarsson J., Molecular Biology, Umea 
University, Umea, 90187, SWEDEN 
FEATURES Location/Qualifiers 
source 1. .1102 

/organism= " Salmonella paratyphi " 
/ mo l_type=" genomic DNA" 
/strain="SMI S3068/99" 
/isolate= "human clinical isolate" 
/db_xref = " taxon : 54388 " 
/ count ry= "Bangladesh" 

/ no t e= " synonyms Salmonella enterica subsp. enterica 

serovar Paratyphi A, Salmonella choleraesuis subsp. 

choleraesuis serovar Paratyphi A" 
gene 75. .986 

/gene= "clyA" 
CDS 75. .986 

/gene="clyA" 

/function= "pore-forming protein" 
/codon_start=l 
/ transl_table= 11 
/product=" cytolysin A" 
/protein_id= " CAC38362 .1 " 
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/db_xref="GI : 14140228" 

/ db_xr e f = " GOA : Q93RR6 " 

/db_xref = "UniProt/Swiss-Prot : Q93RR6 " 

/ 1 ran s 1 a t i on= " MTG I F AEQTVE WKS AI ETADGALDF YNKYLDQVI PWKTFDET I 
KELSRFKQEYSQEASVLVGDIKVLLMDSQDKYFEATQTVYEWCGWTQLLSAYILLFD 
EYNEKKASAQKDILIRILDDGVNKLNEAQKSLLGSSQSFNNASGKLLALDSQLTNDFS 
EKSS YFQSQVDRIRKEAYAGAAAGIVAGPFGLI I SYS IAAGVIEGKLI PELNDRLKAV 
QNFFTSLSVTVKQANKDIDAAKLKLATEIAAIGEIKTETETTRFYVDYDDLMLSLLKG 
AAKKMINTCNEYQQRHGKKTLLEVPDI " 

ORIGIN 

1 ggaggcaata ggtaggaata agttataaaa caatagctta attgcaattt atatatttaa 
61 agaggcaaat gattatgact ggaatatttg cagaacaaac tgtagaggta gttaaaagcg 
121 cgatcgaaac cgcagatggg gcattagatt tttataacaa atacctcgac caggttatcc 
181 cctggaagac ctttgatgaa accataaaag agttaagccg ttttaaacag gagtactcgc 
241 aggaagcttc tgttttagtt ggtgatatta aagttttgct tatggacagc caggataagt 
301 attttgaagc gacacaaact gtttatgaat ggtgtggtgt cgtgacgcaa ttactctcag 
3 61 cgtatatttt actatttgat gaatataatg agaaaaaagc atcagcgcag aaagacattc 
421 tcatcaggat attagatgat ggcgtcaata aactgaatga agcgcaaaaa tctctcctgg 
481 gaagttcaca aagtttcaac aacgcttcag gaaaactgct ggcattagat agccagttaa 
541 ctaatgattt ctcggaaaaa agtagttatt tccagtcaca ggtggataga attcgtaagg 
601 aagcttatgc cggtgctgca gcaggcatag tcgccggtcc gtttggatta attatttcct 
661 attctattgc tgcgggcgtg attgaaggga aattgattcc agaattgaat gacaggctaa 
721 aagcagtgca aaatttcttt actagcttat cagtcacagt gaaacaagcg aataaagata 
781 tcgatgcggc aaaattgaaa ttagccactg aaatagcagc aattggggag ataaaaacgg 
841 aaaccgaaac aaccagattc tacgttgatt atgatgattt aatgctttct ttactaaaag 
901 gagctgcaaa gaaaatgatt aacacctgta atgaatacca acaaaggcac ggtaagaaga 
961 cgcttctcga ggttcctgac atctgataca ttttcattcg ctctgtttac ttttaacgcc 

1021 cgatagcgtg aagaaaatga gagacggaga aaaagcgata ttcaacagcc cgataaacaa 

1081 gagtcgttac cgggctggcg ag 

// 
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VERSION 
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SEN313034 1102 bp DNA linear BCT 15-APR-2005 

Salmonella typhi clyA gene for cytolysin A. 

AJ313034 

AJ313034.1 GI: 14018374 
clyA gene; cytolysin A. 

Salmonella enterica subsp. enterica serovar Typhi 
Salmonella enterica subsp. enterica serovar Typhi 

Bacteria; Proteobacteria; Gammaproteobacteria ; Enterobacteriales ; 

Enterobacteriaceae; Salmonella. 

1 

Oscarsson, J. 

Thesis (1999) Department of Microbiology, Umea University, Umea, 

Sweden 

2 

Oscarsson, J. , Westermark, M. , Lofdahl,S. andUhlin,B. 

Expression of a pore-forming cytotoxin by Salmonella ser. Typhi and 

Salmonella ser. Paratyphi A 

Unpublished 

3 (bases 1 to 1102) 

Oscarsson, J . 

Direct Submission 

Submitted ( 07-MAY-2001) Oscarsson J., Molecular Biology, Umea 
University, Umea, 90187, SWEDEN 

Location/Qualif iers 

1. .1102 

/organism=" Salmonella enterica subsp. enterica serovar 
Typhi " 

/mol_type= "genomic DNA" 

/strain="Ty21a" 

/db_xref = " taxon : 90370 " 

75. .986 

/gene="clyA" 

75. .986 

/gene="clyA" 

/ f unc t ion= " pore- forming protein" 

/codon_start=l 

/ trans l_table= 11 

/product= "cytolysin A" 

/protein_id=" CAC38363 .1 " 

/db_xref="GI: 14018375" 

/ db_xr e f = " GOA : Q 8 Z 7 2 7 " 

/ db_xr e f = " Uni Pr o t / Swi s s - Pr o t : Q8Z727 " 

/ 1 r an s la t i on = *' MTGI FAEQTVEWKSAI ETADGALDLYNKYLDQVI PWKTFDETI 
KELSRFKQEYSQEASVLVGDIKYLLMDSQDKYFEATQTVYEWCGVVTQLLSAYILLFD 
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EYNEKKASAQKDILIRILDDGVKKLNEAQKSLLTSSQSFNNASGKLLALDSQLTNDFS 
EKS S YFQSQVDRIRKEAYAGAAAGI VAGPFGL 1 1 SYS I AAGVI EGKLI PELNNRLKTV 
QNFFTSLSATVKQANKDIDAAKLKLATEIAAIGEIKTETETTRFYVDYDDLMLSLLKG 
AAKKMINTCNEYQQRHGKKTLFEVPDV " 

ORIGIN 

1 ggaggtaata ggtaagaata ctttataaaa caggtactta attgcaattt atatatttaa 

61 agaggcaaat gattatgacc ggaatatttg cagaacaaac tgtagaggta gttaaaagcg 

121 cgatcgaaac cgcagatggg gcattagatc tttataacaa atacctcgac caggtcatcc 

181 cctggaagac ctttgatgaa accataaaag agttaagccg ttttaaacag gagtactcgc 

241 aggaagcttc tgttttagtt ggtgatatta aagttttgct tatggacagc caggacaagt 

301 attttgaagc gacacaaact gtttatgaat ggtgtggtgt cgtgacgcaa ttactctcag 

361 cgtatatttt actatttgat gaatataatg agaaaaaagc atcagcccag aaagacattc 

421 tcattaggat attagatgat ggtgtcaaga aactgaatga agcgcaaaaa tctctcctga 

481 caagttcaca aagtttcaac aacgcttccg gaaaactgct ggcattagat agccagttaa 

541 ctaatgattt ttcggaaaaa agtagttatt tccagtcaca ggtggataga attcgtaagg 

601 aagcttatgc cggtgctgca gccggcatag tcgccggtcc gtttggatta attatttcct 

661 attctattgc tgcgggcgtg attgaaggga aattgattcc agaattgaat aacaggctaa 

721 aaacagtgca aaatttcttt actagcttat cagctacagt gaaacaagcg aataaagata 

781 tcgatgcggc aaaattgaaa ttagccactg aaatagcagc aattggggag ataaaaacgg 

841 aaaccgaaac aaccagattc tacgttgatt atgatgattt aatgctttct ttattaaaag 

901 gagctgcaaa gaaaatgatt aacacctgta atgaatacca acaaagacac ggtaagaaga 

961 cgcttttcga ggttcctgac gtctgataca ttttcattcg atctgtgtac ttttaacgcc 

1021 cgatagcgta aagaaaatga gagacggaga aaaagcgata ttcaacagcc cgataaacaa 

1081 gagtcgttac cgggctgacg ag 
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